Introduction
Multiple peer-reviewed publications exist showing that adipose derived stromal vascular fraction containing adult mesenchymal stem cells may improve the condition of inflammatory knee conditions [1] [2] [3] [4] [5] .
Animal studies show double-blind examples of significant improvements in using adipose derived stem cells for degeneration and injuries [6] .
Multiple studies suggest that allogeneic stem cells may be efficacious and safe [7] [8] [9] [10] [11] . While an off-theshelf stem cell product might be idyllic, there are still long-term concerns about immunogenicity as allogeneic cells, while initially immune neutral, or immune evasive, will differentiate into the donor immune characteristics [12, 13] . Autologous stem cells possess no risk of short or long-term allergic or immune response. Additionally, an allogeneic source of human stem cells must be free of any infectious agents. As humans are not grown in sterile environments, it's virtually impossible to assure society that allogeneic sources are devoid of possible prions or viruses that may go undetected. A variety of papers have already documented risks of disease transmission from a variety of allogeneic sources [14] [15] [16] [17] [18] .
Patients presenting with painful knee osteoarthritis may benefit from receiving immediate point of care ad-ipose stromal vascular fraction (SVF) surgically isolated from lipoaspirate. At the time of treatment, patients may also have the option of sending their autologous adipose tissues to a laboratory banking facility for cGMP production and storage of Mesenchymal Stem Cells (MSCs) for future use or repeat treatments. Yet, same day treatments with autologous cells (SVF) prevents the necessary wait time for cGMP laboratory preparation.
In order to evaluate the efficacy and safety of adipose-derived SVF for arthritic knee pain, an IRB approved outcomes study was initiated in 2012 through to 2015 using a standardized surgical procedure among a number of different Cell Surgical Network affiliated medical clinics that share protocols and techniques for SVF production and deployment. There was no placebo arm using sham surgery. Patients were queried via an automated email campaign to ascertain clinical outcomes following intravenous and intra-articular deployment of adipose-derived SVF. The initial goal was to learn if autologous SVF delivered using a simple point of care surgical procedure was safe and effective. Results were stratified and analyzed to determine optimal conditions.
Materials and Methods
An IRB approved (International Cell Surgical Society) outcomes study and IRB approved consent for osteoarthritis, including knees, was initiated in 2012 and registered with ClinicalTrials.gov as NCT10953523. Patients over 18 years of age that had complaints of knee arthritis were considered for therapy. Patients were not limited to any particular Kellgren-Lawrence scale. Patients with active systemic infections or dental infections were excluded. Most patients had already tried and failed to improve with a variety of interventions including NSAIDS, steroid injections, platelet rich plasma injections, rest, heat, cold, magnetic devices, hyalurons and even arthroscopic procedures-none of which provided sustained relief beyond a few weeks resulting in reduced mobility. Data was collected from all participating affiliates of the Cell Surgical Network (CSN) through an HIPAA compliant online database (TrackVia.com). CSN affiliate sub-investigators that contributed to this study are listed in the acknowledgement section. CSN affiliates who were not orthopedic specialists themselves were encouraged to work in multi-disciplinary teams in order to have an orthopedic or sports medicine specialist involved in the care and follow-up of the patients. Many affiliates from other specialty background, such as pain management or family practice, etc., by virtue of their education, training and experience, felt qualified evaluating, treating and following the patients themselves.
All patients underwent a uniform mini-liposuction procedure consistent with the CSN IRB approved protocol. This included a specific method for providing a sub-dermal local anesthesia to maximize comfort, safety, and limit exposure of stem cells to potentially cytotoxic levels of lidocaine. Syringe lipo-aspiration was accomplished using specially developed syringes (Medikan, South Korea). 50 ml of lipoaspirate was recovered from one of several potential patient harvest sites. The site depended on a variety of issues -doctor preference, patient preference, cosmetic result, consideration for possibly more optimal stem cell sites and ultimately the abundance of harvestable adipose tissue.
The lipoaspirate was condensed by centrifugation (2,800 rpm for 3 minutes) and the infranatant cells (approximately 1-2 ml because a number of cells are already mechanically dissociated) and approximately up to 25 ml of condensed fat were transferred to another specialized syringe (TP102 Medikan, South Korea) along with 25 ml of 12.5 Wunsch units of GMP collagenase (Roche) in normal saline for incubation with gentle agitation at 37 °C for 30-40 minutes. Following this, the lipoaspirate was centrifuged for 4 minutes at 200 rcf (relative centrifugal force -approximately 1,100 rpm). With unique equipment, the supranatant fluids were removed while maintaining the infranatant solution within the syringe. This prevented air exposure to the SVF preparation and allowed introduction of D5LR in order to dilute the collagenase by washing to imperceptible levels. Three dilutions were completed leaving 4-10 ml of concentrated cells at the bottom of the syringe. This solution was transferred to a 10 ml luer lock syringe and filtered through a 100-micron nylon filter producing 4-10 ml of final SVF isolate.
The affected knee or knees were injected with 3-5 ml of SVF solution. This was most frequently done by injection either medially or laterally just above the tibial plateau and deep into the joint. A wheal of local anesthesia or ethyl chloride spray was provided for skin anesthesia. A 22 g, 1.5 inch needle was most often used for the deployment into the joint. Most physicians performed the procedure in the office or surgical treatment room without aid, however, in some cases, ultrasound or fluoroscopy were employed. Most often the remaining solution was provided via an intravenous infusion. In some cases, doctors chose to add Platelet Rich Plasma (PRP) to the intra-articular deployment. There have been a plethora of studies suggesting PRP brings a variety of important growth factors to the injury and may complement the addition of SVF. Physicians and patients were allowed to make the decision whether or not they wanted to add PRP and results were appropriately stratified.
Due to the high number of patients included in this particular study, responses to the WOMAC questionnaire proved futile. Questionnaire response rates improved significantly when patients recorded a simple visual acuity pain score of 0 (no pain) to 10 (worse pain they could tolerate) for 1) At rest, 2) Standing, 3) Statistics were determined using the ANOVA method Results 2,586 patients participated in SVF deployment. There was a drop-off in data collection even at one month to 1,643 patients. Overall, patients reported that they had improvement with pain or function in nearly 80% of the cases. There were a few patients reporting 4 and 5 years later that they still maintained good results, but these numbers were obviously few (See Table 1 ). There were statistically significant improvements at 1 and 2 years respectively based upon n = 615 and n = 212 patients reporting. Improvement was determined subjectively by patients both based upon actual decrease in pain and their impression of whether they improved with respect to pain and function (i.e. mobility). A typical standing knee x-ray often revealed a lack of joint space and with improvement, an increase in joint space was often seen suggesting possible cartilage re-growth ( Figure  1 ). The study stratified the patients and reported results based upon averages among all patients. Many patients were restored to pain free activities. Many younger patients were able to resume complete competitive sporting activities, while many older patients were content to be able to walk without pain so they could resume travel, golf and normal daily routines.
Patients were stratified into groups according to their pain level as 7-10 or 1-6. 1,017 patients were entered in the 7-10 pain level for walking. Figures represent patients followed for walking pain up to two years. Mean baseline pain level for the left and right knee respectively, was 7.308 and 7.388. At one year, 154 left knee patients reported pain levels at an average of 3.052 and 151 right knee patients reported pain levels averaging 3.305. This was considered statistically significant ( Figure 2 ). 1,404 patients were entered into the 1-6 pain category for walking. Their mean baseline pain level for the left and right knee respectively, was 4.285 and 4.324. At one year, 213 left knee patients reported an average of Walking and 4) Running. An automatic program through Trackvia (Denver, CO) to contact and query our patients for follow-up responses at intervals of 1 week, 3 months, and then every 3 months until 36 months (3 years) and the yearly for the next two (4 and 5) years was used. Patients were asked to note their visual acuity pain scores each time and provide an overall opinion as to whether they had sustained improvement in function (i.e. mobility) without or with decreased or tolerable pain compared to before the received deployment. Pain scores are reasonably objective while improvement based upon patient response remains subjective.
Prior to SVF deployment, sub-investigators measured total cell counts using the Countess device (Invitrogen) that quantified cells over 10 microns in size (to exclude RBCs). Results ranged from 10 to 300 hundred million cells. Viability was also checked using 0.4% trypan blue and ranged from 65-95%. Cell counts varied significantly among patients as expected with an autologous biologic. SVF cannot currently be isolated at point of care uniform in dose, strength and purity due to the wide variety and proportion of cells in the final isolate. Stem cell counts were not obtained on study patients however as pre-clinical work, 50 SVF samples were sent for flow cytometry to a collaborative research lab (i.e. Stem Immune) at UC San Diego and large but variable quantities of several types of stem cells were identified in each sample.
Flow cytometry analysis showed that freshly isolated SVF was heterogeneous and harbored four major subsets specific to adipose tissue:
1. CD34 high, CD45-, CD31-, CD146-adipose-derived stromal/stem cells (ADSCs),
There did not appear to be any age category that did better or worse than another. In general, most patients started with walking pain in the 4-5 range on average and after 1 year the average of 1-2 pain score for walk-2.113 and 215 right knee patients reported pain levels averaging 2.260. This was considered statistically significant ( Figure 3 ). All age groups (from below 30 to over 80) posted results consistent with the overall trends. In assessing possible tumor or cancer formation, few patients responded positively that they had cancers or benign tumors over a course of time. Most cancers or tumors occurred more than 18 months following the procedure. Some lesions, particularly skin cancers, had previously occurred and were reported months later occurring again. None of the tumors or cancers were considered to have been caused by the SVF and nor did they occur in any frequency greater than would be expected in the general population.
All other adverse events were not considered noteworthy.
Cell counts were done on all specimens collected however they weren't correlated with flow cytometry so there was no way of gauging any value in the data. When cells were counted using either size (e.g. cells between 10 and 60 micron) or structural elements (e.g. nucleated cells) to exclude red blood cells, counts varied from 30 to 800 million cells overall. Most cell counts ran around 50 -100 million cells overall. Evaluation by flow cytometry of 50 samples of cells suggested that stem cell populations were approximately 10% of our overall cell count, but this didn't appear to be statistically significant. Overall cell viabilities ran between 70 and 90% remaining fairly constant throughout the data collection.
Discussion
By working together as a clinical research network, using the same equipment, same methods of anesthesia and surgical preparation, data was gathered from over 80 independent clinical sites affiliated with the Cell Surgical Network. Most clinics worked with a multispecialty team that included orthopedic surgeons. Patients self reported subjective outcomes data into the online HI-PAA compliant database directly allowing the network to collect safety and efficacy data from all clinics. A significant amount of information collected through the database and analyzed demonstrated relative uniformity throughout the network. These CSN physician teams deserve considerably more gratitude and acknowledgment than the simple table we have included below in the Acknowledgement section.
As previously noted in safety studies, SVF is shown to be exceedingly safe [20] . This knee study exceeds the number of patients analyzed in previous safety studies and certainly corroborates the safety of autologous SVF for deployment to the knees along with an IV infusion. Nearly all of the 2,586 patients received supplemental intravenous infusions and IV infusion is currently considered part of the best practices protocol.
There were no serious adverse events (e.g. death, hospitalization, emboli, infections from SVF, etc.) directly related to receiving SVF. There were some adverse events reported by the patients with the most notable being related to knee swelling within 24 hours of the procedure. In some cases it was quite painful, but in all ing was seen across all age categories.
There was no significant difference between the overall results between men (n = 1,907 knees) and women (n = 1,848 knees). Both reported improved results just above 82% on average for all times reporting, with statistically significant results at 1 and 2 years. When patients were stratified by body mass index (BMI) there was improvement for most patients in all categories. Patients with higher BMI, particularly over 30, had less improvement compared to lower BMI patients, yet still reported improvements on average. While the trends were the same in all categories, we demonstrate BMI 18-25 (i.e. normal range) compared to BMI 30+ (very overweight or obese) (Figure 4a and Figure 4b ).
Some investigating physicians used PRP as a supplement to SVF injected into the knee joint. Comparison of SVF alone to SVF supplemented with PRP revealed no significant difference in the overall results at the end of one year. Nearly all patients in both of these categories received supplemental IV infusion ( Figure 5 ). SVF patients (n = 818 experienced a baseline walking average pain of 5.17 and a 1-year walking pain decreased to an average of 2.75. SVF and PRP combined patients (n = 572) experienced a baseline walking average pain of 5.35 and a 1-year walking pain decreased to an average of 2.74.
Adverse events were mainly due to pain around the liposuction site and very occasionally related to the knee with the main complaint being increased swelling shortly after the procedure ( Figure 6 ).
There were no serious adverse events such as death, hospitalization, infections, pulmonary emboli or other serious thrombus formation. A few patients thought they had increased pain and about 18% of the overall patients did not report improvement. Lack of improvement may be a risk but not an adverse event. A number of these patients went on to have total knee replacement. We do not have specific statistics on their outcomes following total arthroplasty. The most common problem was near immediate knee swelling and pain (0.28%). When this occurred there was never a positive culture and whenever steroids were provided (dexamethasone 4-10 mg given as soon as possible into the tender edematous joint), there was a uniformly positive response. All cases had favorable responses and the patients went on to have good improvement without needing further treatments. One patient erroneously reported that they sustained a serious knee infection and eventually needed a total arthroplasty. The non-CSN affiliated physician that saw her the following day unfortunately drained the patient's knee without providing steroids, sent the specimen for culture that proved to be negative and injected the joint with bupivacaine. Figure 6 : Adverse events were categorized as follows:
1. Serious Adverse Events (e.g. death, hospitalization, emboli, infections) = 0. Several of the patients continue to experience positive results as long as 8 years after their initial SVF injection (many prior to the official start of the study group). Since the patients are made up of cells and will continue to be exposed to normal cellular degeneration, the suggestion remains that repeated cell therapy should likely be necessary as time and natural degeneration or arthritic disease progression goes on.
Adverse Events
Patients were either called for follow-up or in most cases contacted automatically via a software follow-up program securely integrated with the database. Patient responses were made in the comfort of their own environment without a physician looking over their shoulder or possibly being able to influence their response (i.e. Hawthorne effect). Nonetheless, patient compliance in responding decreased over time. 2,586 patients were enrolled in the study, but only 1,643 responded at the first month and 615 patients at the end of one year. Still, the percentage of patients showing improvement remained relatively stable with a statistical significance.
In a few cases where patients did not respond positively, arthroscopy was performed to evaluate their condition. In each case, at least one of the articular surfaces was devoid of any cartilage. For this reason, it is suspected that if there is no cartilage remaining on an articular surface, then there will be no adequate cellular signals to prompt the SVF (i.e. stem cells) to initiate repair of the arthritic condition.
It is important to note that the patients in the study were routinely charged for their surgical procedure. In many cases, patients were treated at no cost or markedly reduced cost depending upon any number of personal circumstances. This study had no investment or grant funding and as such patient funding was relied upon in order to subsidize those with less economic means. No difference was seen in response between patients that paid for their procedure versus those that paid nothing or had reduced fees.
Analysis of the study's patient population showed that positive results from SVF deployment were largely dependent upon the state of the injury. Most of the patients in the study opted to receive SVF in hopes of avoiding total joint replacement and thus, they exhibited chronic conditions that left them with very little or no cartilage(apparent by x-ray) in their joint. Increased resolution of pain and cartilage repair should be achieved by providing cell therapy for patients during an earlier acute phase rather than the more chronic advanced phases of their condition, common in this study. Early on, there is likely to be more cartilage present, a strong and pronounced cytokine response, and potentially a requirement for fewer stem cells and reduced time for healing. cases, when treated with an injection of dexamethasone 4 mg intra-articular, it quickly resolved (within minutes or hours). None of them were infected (no positive cultures). Most adverse events were related to pain around the liposuction site and that was generally minimal (responded to temporary pain medication) and transient in all cases. The reported incidence of cancer or benign tumors generally occurred much later than one would expect in a causal relationship or previously existed (e.g. skin cancers) prior to treatments. The incidence of cancers was not any greater than would be expected in this general population and would therefore not be attributable to autologous SVF.
These prospective surgical procedures were done as part of an Institutional Review Board (organized through the International Cell Surgical Society) approved study. As a surgical procedure it was important to gather data to look for safety as well as efficacy. As a surgical procedure with an abundance of publications suggesting efficacy, a patient registry was established for prospective data rather than trying to set up a placebo trial. The amount of statistically significant data suggests that SVF is efficacious for knee arthritis amongst a variety of patients. Fairly uniform results were observed across all age groups. Patients with BMI above 30 faired less well than those below 30 however, all groups showed overall positive responses and decreasing pain scores. There was no significant difference between men and women.
When comparing clinical outcomes where PRP was added to the SVF versus SVF deployment alone, no statistical differences were observed in related pain outcomes. SVF is a combination of many cells including platelets, growth factors, and extracellular matrix materials. At least four varieties of adult stem cells have been identified in SVF with the two largest groups noted by CD34 and CD45 markers. Respectively, these represent preadipocytes and angiogenic cells found within the lining of the larger blood vessels [19] .
Patients exhibited a positive response to SVF clinically for what appeared to be fairly long-term compared to other currently available injectable remedies. Most of the patients in this study presented for SVF deployment prior to requiring a total knee replacement procedure. The majority had exhausted all conventional treatments for knee arthritis such as NSAIDs, steroid injections, platelet rich plasma, hyaluronic acid injections, and even arthroscopic intervention. Since there was no lasting improvement from any of these previous treatments, it is suggested that none of the patients had any lasting affects from a possible placebo effect of those treatments. Since most (over 80%) of the SVF treated patients sustained significant lasting improvement (greater than 1 year), it could be suggested that SVF may have a (much) better placebo effect than any of the other previous treatments.
there will be a greater tendency toward cell deployment closer to the acute phase of injury in order to achieve more optimal results.
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The SVF isolation procedure is a simple surgical procedure whereupon physicians isolate autologous cells from adipose tissue both through mechanical disruption (e.g. liposuction alone causes disruption of cells from adipose [21] ) and other advanced means (e.g. enzymatic digestion of collagen to further free cells from adipose tissue), then redeploy these isolated cells into damaged or diseased tissues during a point of care procedure. This surgical method of performing "personal cell therapy" (PCT) provides the physician with an advanced alternative method to care for patients with arthritic conditions. Many current therapeutic endeavors are aimed at mitigating symptomatic pain or reducing the secondary inflammatory response (i.e. prostaglandin formation) to limit pain in hopes of giving the body time to "heal its injury." By initially providing SVF, rich in stem cells, it is likely that the healing cells will respond to the cytokine response from the injury in order to effect primary healing. With new technology, there typically comes skepticism from both patients and referring physicians. As such, it's understandable that the majority of patients currently seeking investigative personal cell therapy will exhibit later stage chronic conditions that are more difficult to repair than those treated closer to the acute phase. Ultimately, as cell therapy gains widespread acceptance, it is likely that
